Next-generation sequencing (NGS) is increasingly used in transplantation settings, but also as a method of choice for in-depth analysis of population-specific HLA genetic architecture and its linkage to various diseases. With respect to complex ethnic admixture characteristic for East Croatian population, we aimed to investigate class-I (HLA-A, -B, -C) and class-II (HLA-DRB1, -DQA1, -DQB1) HLA diversity at the highest, 4-field resolution level in 120 healthy, unrelated, blood donor volunteers. Genomic DNA was extracted and HLA genotypes of class I and DQA1 genes were defined in full-length, -DQB1 from intron 1 to 3′ UTR, and -DRB1 from intron 1 to intron 4 (Illumina MiSeq platform, Omixon Twin algorithms, IMGT/HLA release 3.30.0_5). Linkage disequilibrium statistics, Hardy-Weinberg departures, and haplotype frequencies were inferred by exact tests and iterative Expectation-Maximization algorithm using PyPop 0.7.0 and Arlequin v3.5.2.2 software. Our data provide first description of 4-field allele and haplotype frequencies in Croatian population, revealing 192 class-I and class-II alleles and extended haplotypic combinations not apparent from the existing 2-field HLA reports from Croatia. This established reference database complements current knowledge of HLA diversity and should prove useful in future population studies, transplantation settings, and disease-associated HLA screening.
Results
NGS sequencing results. We evaluated 120 donors (120 donors × 6 loci × 2 alleles = 1440 alleles), 9 of whom were excluded from further analysis due to low-performing samples on quality control check [low read count (≤2500 bp for class I and ≤5000 bp for class II genes) and/or low key exon coverage depth (≤30)]. The coverage of each locus in the remaining samples (111 donors, 1332 alleles) was calculated by Twin as the percentage of gene regions covered by reads compared to the whole allele sequence (coverage %). The Omixon Holotype primer positioning allowed only partial amplification of 3′UTRs and 5′UTRs, and covered exons 2-6 of DQB1 and exons 2-4 of DRB1 loci (Fig. 2) .
Ambiguous allele calls, which remained unresolvable due to inherent product limitations of the Omixon Holotype Kit (missing data on SNPs or INDEL variations within the unsequenced 3′ UTR, 5′ UTR and intron 1/exon 1 regions), were reported as ambiguous (i.e. DQB1*06:01:01/15), or up to the third field level only (i.e. DQB1*05:03:01), and are enlisted in Supplementary Table 1 . Nevertheless, all amplified exon/intron regions of each allele in the remaining samples were fully covered (detection %), with an average coverage depth of >140 reads per nucleotide position (Supplementary Table 2 ). On average, 54359 ( Supplementary Table 3 ) high-quality reads were produced per sample, of which 91% were subsequently used for final consensus generation after removing noise reads and PCR crossover artefacts. The average fragment size was 259 bp, and the average read length 208 bp.
Linkage disequilibrium and HWE estimates. Genotype frequencies of HLA-A, -B, -C, -DRB1, -DQA1 and DQB1 loci did not deviate from Hardy-Weinberg expectations ( Supplementary Table 4 ). Strong linkage was confirmed between class I, HLA-A, -B, and -C, as well as class II, HLA-DQA1, -DQB1 and DRB1 loci (Supplementary Table 5 and Fig. 3 ).
Class I allelic frequencies.
The observed frequencies of class I HLA alleles in eastern Croatian population are reported in Table 1 . HLA-A genotyping analysis uncovered 25 different alleles in our sample population, five of which with frequency ≥10%. The most commonly observed HLA-A*02:01:01 group alleles (32.43%) were followed by HLA-A*01:01:01:01 (12.16%), HLA-A*03:01:01:01 (11.71%), HLA-A*24:02:01:01 (11.71%) and HLA-A*11:01:01:01 (9.91%). Together, these allelic variants comprised 77.47% of HLA-A allelic diversity in our sample population. Nearly half of the tested individuals (n = 59) were positive for HLA-A*02:01:01 allelic variants, 13 of which were homozygous carriers.
As expected, the highest polymorphism was observed within the HLA-B region, encompassing 39 different allelic specificities. The HLA-B*51:01:01 (8.56%), HLA-B*35:01:01 (8.11%) and HLA-B*08:01:01 (8.11%) were the most frequent alleles, and together with the HLA-B*07:02:01 (6.76%), HLA-B*35:03:01 (6.76%) and HLA-B*18:01:01 (5.41%) accounted for majority (43.7%) of HLA-B allelic diversity in our population. Notably, HLA-B*15 (gene frequency, 6.75%), HLA-B*35 (17.57%) and HLA-B*44 (9.91%) allelic families exhibited the highest variability, each encompassing at least 4 allelic members with different peptide binding motifs. Of interest, two rare alleles (http://www.allelefrequencies.net, Rare allele detector, score<4) of undefined C/WD status were also uncovered, namely HLA-B*15:01:06 (0.45%) and HLA-B*44:02:01:03 (0.45%).
The HLA-C genotyping uncovered 26 different allelic specificities within 13 allelic families. The most polymorphic was HLA-C*07 group with 6 alleles, covering 27.48% of HLA-C allelic variability. Moreover, 50 subjects, were positive for either HLA-C*07:01:01 G (14.41%) or HLA-C*07:02:01 G (8.11%) allelic variants 6, 7 . Nonetheless, the most common individual HLA-C representative was the HLA-C*04:01:01:01 (13.96%) allele, followed by HLA-C*02:02:02 (9.46%), HLA-C*12:03:01 (7.21%) and HLA-C*03:03:01 (5.41%). Rare, but well-documented HLA-C*07:01:09 allele of undefined C/WD status was also found.
II genes, DRB1 exhibited greatest allelic diversity through 40 alleles, of which HLA-DRB1*16:01:01 (13.51%) and HLA-DRB1*01:01:01 (10.81%) were most commonly present (>10%). Of interest, HLA-DRB1*16:01:01 allele was twice as frequent as the HLA-DRB1*15:01:01 (6.76%), or HLA-DRB1*03:01:01:01 (5.41%). Together with HLA-DRB1*07:01:01 (9.91%) and HLA-DRB1*11:01:01:01 (4.5%), these 6 DRB1 alleles were responsible for 50.9% of DRB1 allelic variability. Notably, HLA-DRB1*16 (13.96%) and HLA-DRB1*11 (13.5%) were the most common allelic families in our donor population. One of the DRB1*11 family members was a rare DRB1*11:01:08 allele, spotted only once. The highest individual variability, however, was detected within the DRB1*04 allelic group, which was comprised out of 9 different allelic members, together covering 8.11% of DRB1 allelic variability in our population.
The DQA1 analysis uncovered 37 individual alleles, most common being HLA-DQA1*01:02:02 (15.77%), HLA-DQA1*03:01:01 (7.21%) and HLA-DQA1*02:01:01:01 (6.76%). The highest allelic diversity was observed within DQA1*01 and DQA1*05 allelic families, together accounting for 77.47% of DQA1 allelic variability in our sample population. The most common DQA1*05 representatives were DQA1*05:01:01.02 (5.41%) and DQA1*05:05:01:09 (4.5%) alleles. Two rare alleles of undefined C/WD status were also uncovered, namely, HLA-DQA1*01:10 and HLA-DQA1*04:01:02:01.
Among 25 different HLA-DQB1 alleles observed, the most frequent alleles accounting for 40.99% of DQB1 allelic variability were DQB1*05:02:01:01 (15.77%), DQB1*03:01:01:03 (14.86%) and DQB1*05:01:01:03 (10.36%). These were followed by HLA-DQB1*02:01:01 (7.66%), HLA-DQB1*03:02:01:01 (7.21%) and HLA-DQB1*02:02:01:01 (6.76%) variants. Two most polymorphic allelic families, with at least 5 different allelic specificities in each, were DQB1*05 and DQB1*06 allelic groups. Of interest, HLA-DQB1*03:01:01:19 rare allele of undefined C/WD status was spotted in one donor. 
Haplotype frequencies.
A complete list of predicted three and six locus haplotypes is given in Supplementary Tables 6-8. In total, 126 HLA-A~C~B haplotypes were observed in our sample population (Supplementary Table 6 ), and the list of 20 most commonly linked allelic combinations (>1%) is available in Table 3 . Only one HLA-A~C~B haplotype, the ancestral European combination A*01:01:01:01~C*07: 01:01~B*08:01:01, was present in more than 5% of tested individuals. The second, third and fourth most frequent class I haplotypes were A*11:01:01:01~C*04:01:01:01~B*35:01:01 (3.6%) A*03:01:01:01~C*07:02:01~ B*07:02:01 (3.11%) and A*02:01:01~C*06:02:01:01~B*57:01:01:01 (2.7%), respectively. The remaining three-loci class I haplotypes were observed ≤5 times in our data set.
The HLA-DRB1~DQA1~DQB1 haplotype diversity is presented in Supplementary Table 7 and those observed ≥3 times are enlisted in Table 4 . Among 75 different haplotypes, DRB1*16:01:01~DQA1*01:02:02~DQB1*05:02:01:01 (13.51%) was the most frequent in our population. The next high-ranking haplotypes, were DRB1*07:01:01~ DQA1*02:01:01:01~DQB1*02:02:01:01 (5.32%), DRB1*03:01:01:01~ DQA1*05:01:01:02~DQB1*02:01:01 (4.96%), DRB1*15:01:01~DQA1*01:02:01:01~ DQB1*06:02:01:01 (4.50%) and DRB1*01:01:01~DQA1*01:01:01:01~ DQB1*05:01:01:03 (4.05%).
Of interest, rare DRB1* 01:01:01~D QA1* 01:02:01:03~D QB1* 05:04, and two tentative DRB1*13:01:01:02~DQA1*01:10~DQB1*06:03:01:01 and DRB1*04:05:01:03~ DQA1*05:05:01:06~DQB1*03:01:01:03 haplotypes ( Supplementary Table 8 ) with no previous entries within the Allele Frequency database so far, were spotted once.
Among 181 six-loci haplotypes ( Supplementary Table 8 ), 10 appeared in three or more copies (Table 5) , and the most frequent was the ancestral haplotype A*01:01:01:01~C*07:01:01~B*08:01:01~DRB1*03:01:01:01~ DQA1*05:01:01:02~DQB1*02:01:01 (3.6%). Three six-loci combinations (A*02:01:01~C*07:01:0 1~B*18:01:01~ DRB1*11:04:01~DQA1*05:05:01:09~DQB1*03:01:01:03, A*03:01:01:01~C*07:02:01~ B*07:02:01~DRB1*16:01:01~DQA1*01:02:02~DQB1*05:02:01:01, and A*11:01:01:01~ C*04:01:01:01~ B*35:01:01~DRB1*16:01:01~DQA1*01:02:02~DQB1*05:02:01:01), which have already been reported in Italian population 27 , Turkish minority in Germany 20 , and Croatian families 18 , were also commonly (1.8%) observed. Haplotypes characteristic for South European populations of Slavic background or admixture were also found 17 , namely A*02:01:01~C*02:02:02~B*27:02:01:01~DRB1*16:01:02~ DQA1*01:02:02~DQB1*05:02:01:01 (1.8%), and even more unique A*02:01:01~C*02:02:02~B*27:05:02~DRB1*01:01:01~DQA1*01:01:01:03~DQB1*05:02:01:01 (0.45%), A*02:01:01~C*07:02:01~B*27:05:02~DRB1*01:01:01~ DQA1*01:01:01:01~DQB1*05:01:01:03 (0.45%) and A*02:01:01~C*07:02:01~ B*27:05:02~DRB1*01:01:01~ DQA1*01:01:01:03~ DQB1*03:01:01:03 (0.45%). Nevertheless, a limited power in identifying low-frequency haplotypes should be noticed in our sample, where majority of haplotypic combinations were observed only once, and most frequent variants cover only 17.57% of our population haplotypic diversity. 
Discussion
This study represents the first report of HLA diversity in an east Croatian population of healthy blood donors, as studied by the next generation sequencing of 6 HLA genes, providing extensive exon/intron coverage with minimum ambiguity. For the first time, the allele frequencies and the extended six gene haplotypes of Croats were examined at the 4-field resolution level and compared to the largest repository of HLA class I and class II data in Croatia, the Croatian bone marrow donor registry (CBMDR).
The comparison of HLA-A allele frequencies between our and CBMDR inventory did not reveal significant differences, and the ranking hierarchy of the most common A*02:01:01, A*01:01:01:01, A*03:01:01:01, and A*24:01:01:01 alleles was also the same. Greater differences in frequency rate between general and east Croatian population were, however, noticed among HLA-B allelic variants. The HLA-B*51:01 allelic group was the most frequent in both general and east Croatian cohort, but the frequency rank of the remaining HLA-B allelic variants was different, which was particularly evident for our 6 th ranking B*18:01 allele group, previously reported as the 2 nd most frequent allelic variant in the CBMDR (8.16%) 17 and one Croatian family study (8.27%) 18 . Among five different B*18 alleles detected in the Croats so far 28 , we observed only two, the B*18:01:01 (5.14%) and the B*18:03 (0.90%), resulting in a B*18:01 distribution closer to those reported in Armenians 29 , Germans 30 , Austrian and the Turkish minority in Germany 20 , Bulgarian Roma individuals 31 www.nature.com/scientificreports www.nature.com/scientificreports/ 5 th in the CBMDR), was more similar to those observed in Turks 20 , Serbians 9 , and Italians 27 . A strong influence of south-eastern European populations on the HLA makeup of eastern Croats was further supported by the high prevalence of the HLA-B*27:02:01:01 variant, which fits well into the B*27:02 frequency gradient diminishing from the Middle East towards the Central and West European countries. In support, the observed B*27:02:01:01 frequency (3.6%) seems to be in close agreement with the B*27:02 cline extending across the south-eastern Tunisian (5.8%) 33 , Bulgarian (4.6%) 34 , CBMDR (2.14%) 17 , Czech (1.9%) 9 , and Polish (1.5%) 35 populations. The B*44:27:01 allele, an east European marker considered a rare variant according to the "Rare Alleles Detector" tool 9 , was also noticed in our cohort at a relatively high frequency (2.7%), contrasting observations from Croatian HSCT patients (1.18%) 19 , Czech National Marrow Donors Registry (0.69%) 9 , as well as Polish (0.8%) 35 , English (0.19%) 36 , and Argentinian blood donors (0.07%) 37 . As minor allele within the functionally identical B*44:02 G group, the B*44:27 variant has been reported at a relative ratio frequency of >5% among the B*44:02:01G-positive Bulgarian (36.82%), Hungarian (9.4%), Slovenian (25.60%) and Portuguese (6.17%) individuals 38 . In our sample, the B*44:27:01 relative ratio frequency within the B*44:02:01G-positive individuals (37.5%) sets the local estimate at the upper boundary.
Several ranking differences were detected between the general Croatian and our population at the HLA-C loci as well. The 1 st (C*07:01, AF = 21.77%), and the 2 nd (C*04:01, AF = 15.59%) highest ranking alleles from the CBMDR inventory were ranked 2 nd (14.41%) and 1 st (18.01%) in east Croatian blood donors, respectively. The ranking sequence in our cohort continued with C*02:02:02 (9.46%), and C*07:02:01 (8.11%) allele group, which have been deemed 4 th and 5 th highest ranking alleles in the CBMRD. Overall, the ranking hierarchy of HLA-C allele groups in our sample was more similar to the one reported for Greece, and the Turkish minority in Germany 20 . Compared to class I, class II loci exhibited a higher level of heterozygosity at the 4-field level (molecular variation in introns and UTR regions), allowing us to see three or more different allelic variants within the particular 3-field G allelic group. For instance, the highest allelic variability was found within the DQA1*05:05:01 G (8 different alleles), DQA1*01:01:01 G (5), DQA1*01:02:01 G (5), DQA1*01:04:01 G (5), DQB1*03:01:01 G (6) and DQB1*05:01:01 G (4), whereas up to 3 allelic variants were revealed within the DRB1*03:01:01 G, DRB1*04:01:01 G, DRB1*11:01:01 G and DQA1*03:01:01 G group 6, 7 .
Compared to Croatian general population and neighbouring nations, the frequency and order of DRB1*16:01 (13.96%) and DRB1*03:01 (7.66%), the 1 st and 5 th most common DRB1 allele groups in our cohort, were opposite to CBMDR allelic hierarchy (9.41% (4 th ) and 10.01% (1 st ), respectively), but similar to East European (Bulgaria 15.5%, 8.18%, respectively) 34 , and Mediterranean populations (Macedonia 14.9%, 6.7% and Greece 11.5%, 6.5%, respectively) [39] [40] [41] . At the same time, the frequency ratio of DRB1*11:01:01:01 and DRB1*11:04:01 alleles in our sample was in concordance with the CBMDR data, confirming equal frequency rate of these two alleles across Croatia, in contrast to higher DRB1*11:01 prevalence in the north, and DRB1*11:04 in the south of Europe 17 . In line with the high prevalence and LD patterns of DRB1*16:01:01, DQA1*01:02:02 (15.77%) and DQB1*05:02:01:01 (15.77%) alleles were the most commonly observed DQA1 and DQB1 variants at the 4-field level among east Croatian blood donors. However, looking at the 2-field level, DQA1*01:02 (24.32%), DQA1*05:05 (17.1%) and DQB1*03:01 (18.01%) allelic families were found at a higher frequency, emphasizing significant allelic heterogeneity within the particular allelic group. The most striking observation was a high frequency of the DQA1*05:05 allele (17.1%), a common South-European allelic variant (EFI CWD catalogue v.1.0.) that has been reported at much lower frequency only in the autochthonous Croatian population from the Gorski Kotar (2.4%) 24 , but not in the CBMDR database. Thus far, the DQA1*05:05 allele has been reported for a handful of European populations 9 , and the frequency observed in our cohort is currently surpassed only by the prevalence observed among Czechs (20.6%) 42 , north Italians (30.5%) 9 and Greeks (32.5%) 43 . Additional differences at the DQB1 locus were noticed after comparing DQB1*05:02 and DQB1*02:01 frequencies, with DQB1*05:02 being more prevalent in eastern (east vs. general CRO; 15.77% vs. 8.53%) and DQB1*02:01 in general Croatian population (east vs. general CRO; 7.66 vs. 12.94%), partly reflecting a positive, North-West to South-East gradient of DQB1*05:02 frequencies. In contrast, an inverse distribution was observed for DQB1*02:01 across Europe, with the highest DQB1*05:02 and DQB1*02:01 prevalence observed in Greeks (19.8%) 44 and Englishmen (33%) 45 , respectively.
The haplotype distribution in our cohort is in close agreement with previously reported class I and class II associations in CBMDR and Croatian families, with few interesting differences found in our population of eastern Croats. Next to the pan-European (A*01:01:01:01~C*07:01:01~B*08:01:01~DRB1*03:01:01:01~ DQA1*05:01:01:02~DQB1*02:01:01) and Mediterranean (A*02:01:01~C*07:01:01~B*18:01:01~ DRB1*11:04:01~DQA1*05:05:01:09~DQB1*03:01:01:03) haplotypes, two notable exceptions were extended A*03:01~C*07:02~B*07:02~DRB1*16:01 and A*11:01~B*35:01~C*04:01~DRB1*16:01 variants, both commonly observed in Macedonian families 46 , as well as Austrian, Croatian, Bosnian-Herzegovinian, Italian, Romanian, Greek and Turkish minority in Germany 20 , but not in the CBMDR 17 or Croatian family study 18 (Table 5) , where A*03:01~B*07:02 was more frequently found with DRB1*15:01, and A*11:01~B*35:01 with DRB1*01:01. Moreover, DRB1*11:01, -*11:04, -*12:01 and -*13:03 alleles were more frequently associated with DQA1*05:01~DQB1*03:01 haplotype in general, but not east Croatian population, where above-mentioned DRB1 alleles were in strong linkage disequilibrium with DQA1*05:05~DQB1*03:01 combination (Supplementary Table 8 ). Similar linkage patterns were, however, noticed by comparing extended A*02:01~B*27:02~C*02:02~ DRB1*16:01~DQA1*01:02~DQB1*05:02 (1.8%) and A*02:01~B*27:05~C*02:02~ DRB1*01:01~DQA1*01:01~DQB1*05:02 (0.45%) haplotypes with the CBMDR and Southeast European haplotype inventory available from the German Bone Marrow Donor Registry (DKMS) 20 . Compared to our database, Table 5 . HLA-A~B~C~DRB1~DQA1~DQB1 extended haplotypes with estimated haplotype (HF) and cumulative frequency (cF) of 1% or more in East Croatian blood donor volunteers (n = 111).
the A*02:01~B*27:02~C*02:02~DRB1*16:01 haplotype was more frequent only in Bulgarians (2.73%) 34 , but more similar to CBMDR (0.74%) 17 , Polish (1%), Bosnian and Herzegovinian (0.9%), and Croatian (0.834%) minority in Germany 20 . The A*02:01~B*27:05~C*02:02~DRB1*01:01, was observed at lower frequency in Polish (0.27%), Austrian (0.12%), Bosnian and Herzegovinian (0.065%), Greek (0.026%) and Romanian (0.067%) minority in DKMS 20 , compared to CBMDR (0.85%) and our cohort (0.45%), possibly supporting local origin of this haplotype. Moreover, it was interesting to see a relatively high prevalence of the extended A*02:01~B*44:27~C*07:04~DQA1*01:02~DQB1*05:02~DRB1*16:01 (1.35%) haplotype, for whom there is no population data in Allele Frequency Net database. Recent study performed in B*44-positive Croatian subjects reported a very strong and almost exclusive linkage disequilibrium between B*44:27 and C*07:04 alleles, whereas B*44:02, -*44:03 and -*44:05 were more commonly seen in association with C*05:01, -*04:01 and -*02:02, respectively 47 . This is in complete agreement with the B*44 extended haplotypes found in our cohort [A*02:01:01~B*4 4:02:01:01~C*05:01:01~DRB1*13:01:01:01 (0.9%), A*23:01:01:01~B*44:03:01~C*04:01:01:01~DRB1*07:01:01 (1.35%), and A*02:01:01~B*44:05:01~C*02:02:02~DRB1*01:01:01 (0.45%)]. Our data further coincided with the DKMS reports on the A*24:02~C*15:02~B*51:01~ DRB1*16:01~DQB1*05:02 and A*24:02~C*06:02~B*13:02 ~DRB1*07:01~DQB1*02:02 haplotype frequency in Croatian, Greece, Bosnian and Herzegovinian and Polish minority in Germany 20 . In addition, several extended variants of common Mediterranean and Southeastern European haplotypes were also observed in our population; but at a lower frequency; namely the A*02:01:01: 01~C*12:03:01~B*51:01:01~DRB1*11:01:01:01 ~DQB1*03:01:01:03 (0.45%) and A*24:02:01:01~C*04:01:01:0 6~B*35:02:01~ DRB1*11:04:01~DQB1*03:01:01:02 (0.45%), which were most frequent in Greece 41 , Albania 48 , Italian and Turkish minority in DKMS 20 (reduced haplotype variant); and the A*02:01:01~C*02:02:01~B*51:01: 01~DRB1*13:01:01:01~DQB1*03:01:01:19 (0.45%) variant, most frequently found in Bulgarians (reduced haplotype variant) 34 . Significant influence of Central and Western European countries on the east Croatian HLA profile is nonetheless also evident through higher prevalence of two extended, common European haplotypes, the A*1 1:01:01:01~C*04:01:01:01~B*35:01:01~DRB1*01:01:01~ DQA1*01:01:01:01~DQB1*05:01:01:03 (1,35%) and A*02:01:01~C*06:02:01:01~ B*13:02:01:01~DRB1*07:01:01~DQA1*02:01:01:01~DQB1*02:02:01:01 (1.35%), which occur at similar frequency in Swedish 9 , Polish 35 , CBMDR 17 , Austrian, Italian and the Portuguese minority population from the DKMS inventory 20 .
In conclusion, the present study provides an in-depth characterisation of HLA diversity in eastern Croats, revealing distinctive allele and haplotype detail consistent with the complex population history of the studied geographic region. The data complement and refine the existing estimates of HLA diversity in the Croatian population, increase population and geographic coverage by NGS data, and add granularity to clinically and genetically relevant HLA data. The study represents a useful reference for population and HLA-disease association studies; however, larger sample size and sequence coverage, particularly for the DQB1 and DRB1 genes, remain a prerequisite for the future studies.
Materials and Methods
Subjects. The study collection consisted of 120 healthy, unrelated, blood donor volunteers (34 female, 86 male, 20-61 years of age, median age 36 years) originating from five eastern Croatia counties; Osijek-Baranja county (n = 80), Vukovar-Srijem county (n = 22), Brod-Posavina county (n = 9) Požega-Slavonia county (n = 4) and Virovitica-Podravina county (n = 5). All participants were recruited during voluntary blood donations in county Red Cross branches or at the Clinical Institute of Transfusion Medicine, Osijek University Hospital. Prior to the blood sampling, completed health questionnaire forms were collected from all donors, to select individuals with no personal of family history of various autoimmune and cardiovascular diseases, stroke or carcinoma. Informed consent in written form was collected from all subjects. All investigations were conducted in accordance with the 1964 Declaration of Helsinki and subsequent legal instruments. Ethical approval was provided by the University Hospital Osijek Ethics Committtee (No. 25-1:831-3/2015).
DNA extraction and quantification. Genomic DNA was extracted from 200 μl peripheral blood samples mixed with EDTA, using High Pure PCR Template Preparation Kit (Roche Diagnostics, Mannheim, Germany) according to the instructions in the manufacturer leaflet. Quantity and quality of isolated genetic material was verified by OD 260 /OD 280 > 1.8 and OD 260 /OD 230 > 1.6 measurements performed on IMPLEN NanoPhotometer P-Class P-330 (IMPLEN GmbH, Munich, Germany).
Long-range PCR amplification, pooling and clean-up of PCR products. HLA genotypes for HLA-A,
-B, -C, -DRB1, -DQA1, and -DQB1 loci were determined using high-resolution Omixon Holotype HLA 96/7 and 24/7 (Omixon Biocomputing Ltd, Budapest, Hungary) configuration kits on Illumina MiSeq next-generation sequencing platform. The Omixon Holotype PCR primers allowed amplification of the entire HLA-A (5′UTR nucleotide position: −78; 3′UTR nucleotide position: 3081), -B (5′UTR: −35; 3′UTR: 2680), -C (5′UTR: −122; 3′UTR: 2915), and -DQA1 (5′UTR: −281; 3′UTR: 5750) loci. Class II sequence analysis evaluated nucleotides from intron 1 to 3′ UTR of HLA-DQB1 (intron 1: 645; 3′UTR: 6469), whereas -DRB1 locus was sequenced from intron 1 (nucleotide position 4753) to intron 4 (nucleotide position 9135) (Fig. 2) . The HLA genotyping workflow was initiated by long-range PCR amplification of class I and class II HLA loci in a separate, sample and locus specific 25 µl reactions, comprising 2.5 µl of PCR buffer, 1.25 µl of dNTP mix, 2 µl of locus specific primers, 0.4 µl of LR PCR enzyme, and 5 µl of genomic DNA (≈30 ng/µl). Combined DQB1 enhancer (5.6 µl/sample) was added to the DQB1 master mix only. The conditions for class I gene amplification on Mastercycler nexus thermal cycler (Eppendorf, Hamburg, Germany) were set as follows: 95 °C for 3 min, followed by 35 cycles of 95 °C for 15 s, 65 °C for 30 s and 68 °C for 5 min, and a final incubation at 68 °C for 10 min. For class II genes, the conditions were: 95 °C for 3 min, 35 cycles of 93 °C for 15 s, 60 °C for 30 s and 68 °C for 9 min, followed by final extension at
